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X/ Theo Coppene, pursuant to 37 CF.a, 61,132, declare as 
Collowsi 

i; r am one o£ che inventors Cor t&a aboye* identified 
patent application* 

2r In 1999, X aafced Pro£. c. Mlohlele, Professor of 
the Faculty of Agricultural and. Applied Biological Sciences at 
Katholietee xtoivwreiteit Leuven in Belgium, to conduce ehe 
Col lowing experiments under my supervision to detemlne 
whether the medium and growth conditions described in Gyllang 
at oZ. would provide ectivated epores r Those experiments and 
their results were first reported in rcy Declaration signed on 
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Atty. Dfctf^WO. 81944 


July 9r J.999. ft oore detailed explono.Ci.on of those 
experiments and r.Hittr results is presented herewith. 

Hatarials end Methods 

3 # CfrEmioAig ftflfflft 1 -'*- Peptone, Yeast Extract and. 
Potato Dextrose Agar (FDA) were obtained from Unlpath 

(KBSjpshire, United Kingdom) * Dextrose woe obtained Eroro 
tfercte<-Belgolobo (beuvea, Belgium} . Peptons, Yeast Extract and 
Dextrose medium was prepared according to Kaiser et al. 

C1994J ♦ Peptone (3* w/v) , Yeast Extract (It w/v} were 
dissolved In deionieed water and sterilized at 121°C for 20 
minutes. The pH o£ the obtained medium was 6.4* 

4# TMngnl g^.gaA Me mlfclv&glrm and Preparation of 

nnnim ffrn?r»"»^ etreins ahitopvw orywo ATCC 9363, 
ABpergJLlluB t*mig*tue CBS 148*89 and Aspergillus as&telodaal 
VTED-76035 were obtained front respectively the American Type 
Culture Collection (ATCC, MepAssae, VA r USA), Cenfcraalbureau 
voor Schimmelcultures (CBS, Boavm, TOw fXetherl«wide) and VTT 
(Technical Research Centre of Pinlaxtd, Sspoo, Finland) Culture 
collections. The strains were grown on PDA at 28 # C. Seven 
days old sporuXetlo? cultures on PDA served as the starting 
material £or culturlng the fungi as described by Cyilang ec 
al. (1977) . For each strain a loopculi o£ material taxen from 
the seven days old sporulating culture on FDA was inoculated 
in a tissue culture flask, containing 325 ml of peptone/ Yeast 
Extract and Dextrose medium. The culture was grown for 3 
weeks at 20°C. After the cultivation period the entire 
culture was hoxnogeai«ced by vigorously shalcing the content of 
the tissue culture flask. 
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5. anAlvwfi aatilva.tiJ.Qn of fetus fl«wra B <n r.hft eultura 
JtffliaaaaaaCfi. Activated spores ware defined 00 described in the 
current patent application as "being significantly more 
swollen Chan, the dormant alee, the size of the spores being 
increased by a factor preferably between i.a and 10 over toe 
dormant spore else and/or bavin? one or more germ tubes per 
spore." Three different samples of 0.2 ml of the culture 
ncmoganata ware examined microscopically, swelling of the 
spores was verified by measuring the spores at a msgnlf ieation 

f 12s Ox by means of an eyepiece graticule micrometer. 
Activation, was reported as a percentage of the spore 
population, determined by microscopic count. Therefore, tne 
spore population was quantified by means of a Tnoroa counting 
chamber at magnification of JZOx (carl Zeiss, Jena, Germany) , 
At least 100 spores per sample were evaluated* 

Results 

5, fmff^vtf^m ■BflHt *gfe*iwtfr4.««. TflC dormant Sled Of 

various fungal spores is described by Pitt and Hocking (1997) , 
According to this reference, the eporangiospores of Jthiaqpua 
cryzae are of variable shape, ellipsoidal to brpadly fueiCona 
or irregularly angular, commonly 5.0 - 8.0 fm. long, the 
eondlospores of Aspergillus arastalodsmi are spherical to 
a life spheroidal with 4.0 - 6.0 tm diameter; the eondlospores of 
Aspergillus xiunigacus are spherical to subspheroidal with 2-5 
- 3.0 ym diameter. Our own observations of dormant eporea of 
the three tested strains were in agreement with the 
description given by Pitt and flocjclng Cl997> . Accordingly, we 
defined activated sporee of Bhiaropua oryxam ATCC 936%, 
Aspergillus fumigutaa CBS 149.89 and Aspergillus ametelotSsud 
VTT D>76035 as having reppeccively a slue of mora than 9,6 i*m., 
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6,0 #m OP* 3,6 urn and/or one or more germ cubes per spore. 
Figure 1. snows some inieropbotogxnpho of dormant, swollen, and 
activated spores of JHiisqpx* oryeae ATCC 9363 . 



Figure 1. Activated spores obtained by treatment as described 
la the current patent application (magnification 720ss) % a. 
dormant spores^ 8. swollen spores with, one activated (Ac) 
spore, i.e. significantly more swollen than the dormant size; 
C. activated spores significantly more swollen than the 
dormant eiee and having one or more germ tubes per specs. 
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TKg results o£ the analysis off spore activation in the 
culture homogenatee immediately after hoxnogen&sation (0 time) 
u&der title procedure of Gyllang et al. (1977) axe presented in 
Tab la X. 

Table X. Spore Activation at 0 Tims in the Culture 
Hontogenates • 


j&iappUff orymmm ATCC 9355 
AspersriiluH txmigatus CBS i4e.s» 
Aepezviliv* amatelodaiai vrr d- 76035 

Further activation o£ spores In the culture homogenatae was 
analyeqd after S hours inaubation of the culture nowogenatop 
at 20»C? or 42*C, although thla deviates from the procedure oC 
Gyllantf se al. (1977) r Xn this procedure no incubation period 
is prescribed between preparation of ths homogenate and 
inoculation of tfcs barley. The results are presented in Table 
XJ. 

Table XX* Spore Activation After 6 Hours incubation in tho 
Culture Eomogenatea » 

Incubation incubation 

■ ; ; 20ag at 42°C, 

RWsopus orysae ATCC 9363 0 0 

Aspergillus fumigatus ess i4B.es o o 

Aspergillus anrsfcelociainl vn D-7603S 3 0 


ftpmrag activated 
0 
0 
0 
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m contrast, treatment ©f JHUsopus oxyra* atcc 9363 spores as 
described in tne current patent application resulted in a high 
level of activation 9* spore ae more than 90* of the 
spores n*d a size of more Chan 9.6 m ana/or had one or more 
germ tubes per spore, 

7. c mt«iti a l OP fl . Culture bomoganates of Xhleopva oryw 
ATCC 9363, Aspergillus fuml&avua ass 146.69 and A«?pe*3rfilu* 
aoweelodamt VTT 3-7603S prepared according to CJyllang ec al. 
<1977> do not contain activated spores - This experiment shows 
that successful activation depends. on incubation of dormant 
spares for a sufficient time at a suitable temperature and in 
a suitable medium, m the spore suspension as prepared by 
oyllanj or al. (1977) the medium is an exhausted growth, medium 
chat does not provide the suitable conditions for spore 
activation, and the spores are not incubated tor a sufficient 
elms at a* suitable temperature, 

B. ftffirrrrrfftM^B toa, potato pextrose Agar> atcc* 

Asnsrioan Type Culture Collection* CBS, Centraalbureeu voor 
sehinnieleuitureef VTT, Technical Research Centre of Finland; 
Ac, activated. 
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